. Detection of ZIKV RNA is observed up to 5 days post inoculation of unrelated, non-endemic primary human trophoblast donor cultures. Zika (ZIKV; black) and dengue (DENV; blue) viral RNA quantification curves infected donors measured. Individually plotted data shown here were combined to generate Fig 2. Donors 3 and 4 were infected on day 2 post isolation, Donors 5, 6, 16, & 18 were 3 days post isolation, donors 1, 7-12, & 17 were 4 days post isolation, and donors 2 & 13-15 were 5 days post isolation. Measures of ZIKV and DENV were obtained both at inoculation (d0 dpi) and multiple time points thereafter (d1 through d5 dpi, x-axis).
Fig. S2. hCG production by differentiated primary trophoblasts is unchanged with ZIKV-FLR infection.
Quantitative hCG measurements were obtained from culture media, with aliquot sampling every 24 hours. A commercially available ELISA kit was used to determine hCG levels according to manufacturer's protocols (Sigma-Aldrich). A standard curve was determined for each assay using standards provided by the manufacturer. Levels are reported in milli-International Units per milliliter (mIU/mL). Determination of hCG production was performed in over half of all placental donor subjects (n=11 of a total of 20 subjects) at 24 hour time point. No difference was observed with ZIKV infection (solid lines) compared with mock infection controls (dashed lines). 
Fig. S4. Time course of secretion of 12 different cytokines, by ZIKV FLR infected and uninfected primary human trophoblasts, from two different donors (12 and 13).
Cytokine production by infected and uninfected trophoblasts were assessed via luminex assay, using kits to detect 12 human cytokines: IFN, IL-10, sCD40L, IL-1RA, IL-2, IL-4, IL-6, IL-8, MCP-1, RANTES, TNF, and VEGF. Supernatant samples (25 L) were collected daily and stored at -70°C. Luminex assay was performed using the Milliplex Human Cytokine/Chemokine Magnetic Bead Panel (Millipore) per manufacturer's instructions. To improve assay sensitivity, samples were incubated with the magnetic beads overnight at 4°C. Samples were run on a MAGPIX instrument and analyzed with xPONENT software. Table S3 : miRNA expression in primary human trophoblasts is not significantly varied following DENV inoculation. Exosomal RNA was isolated from primary trophoblasts as detailed in Figure 5 . RNA was then isolated from trophoblast cultures 3-5 days post infection. TaqMan qPCR assays were employed for speciesspecific miRNA quantification. No significant differences in miRNAs were observed for miRNA transcripts following DENV inoculation when compared to mock-infected controls. Fold change in miRNA species were calculated by the delta delta Ct method, normalizing first to U6 and then mean delta Ct of mock infected controls. Significance was determined using t-tests, with a p value of <0.05 denoting significance. 
